Supplementary Experimental Procedures

Flow process chart of the IS-PRM application

Contact closure
signal received

Prepare for .

lLoad DM (DFS & AD)
FLoad CM & SL

acquisition start

}

FAcquire scan (SQ)

FAcquire 1st scan (DM)

v

FRepeat last scan >

Acquisition
stop

A

Target peptide
detected

-Do spectral matching
(last scan vs. SL)
-Decrement SQ
counter by 1 unit

A

ICreate VIL (IS & LM w/ RT start
|& stop; AN w/o RT values)

LM peptide

S peptide flagged
as detected (VIL

DM:
AD:
CM:
VIL:
IS:
LM:

Experiment start
(«connect»)

default method
acquisition duration
customized method
virtual inclusion list
internal standard
landmark

Flagged as

+Flag LM peptide
las detected (VIL)

Select LM, AN and IS peptide(s) w/
RT start< AT & RT stop> AT in VIL

)

FFlag IS peptide as detected
FModify RT start & stop of IS and
corresponding AN peptides (VIL)

-Add custom scan(s) for selected

peptide(s) to SQ
-Add a DFS to back of SQ

-Increment SQ counter with the
number of added custom scan(s)

AT:  acquisition time
DFS: default full scan
SL:  spectral library
AN: analyte

SQ: scan queue

Peak
apex flagged

Evaluate detection
of peak apex

+Flag peak apex of LM peptide
+Evaluate RT drift

FModify RT start & stop of IS peptides
not flagged as detected (VIL)

A




Installation of the application

Pre-requirements

The access to API functionality will be provided by Thermo Fisher Scientific. The license is available
upon request and acceptance of terms and conditions. The application has been developed in C#
programming language. Microsoft .NET framework 4 is required to install the application.

Procedure

The compressed folder “IS-PRM” downloaded from Supplementary Material (Snapshot 1) needs to be
uncompressed on the computer that controls the mass spectrometer (Snapshot 2). The uncompressed
folder contains several components necessary to the installation and two .csv files to be used as
templates to prepare the acquisition method and the spectral library (Snapshot 3). The installation of
the application is started by clicking “setup.exe” (Snapshot 4) and then the button “Install” in the
security warning message (Snapshot 5). At the end of the installation the interface of the application

is displayed (Snapshot 6).

Execution of the application

Procedure

The application is started automatically following the installation, as described above, or by clicking
the application icon accessible via the start menu (Snapshot 7). Then the upload of the necessary
information to the application is carried out via the file menu (Snapshot 8). First, the spectral library is
selected (Snapshots 9, 10, and 11). Second, the file defining the acquisition parameters of the IS-PRM
method can defined by clicking the “Import Customized Method” command. However, at the time of
the first use of the application, the command may remain inaccessible (in grey, Snapshot 12). Closing
and restarting the application (Snapshot 7) fix the issue (Snapshot 13) and allow the selection of the
IS-PRM method file (Snapshot 13, 14, 15, and 16). Third, the selection of the default method (allowing
the definition of the acquisition duration of the analysis and the parameters to be used to acquire the
first full MS spectra during the acquisition) is performed (Snapshot 17, 18, and 19). Fourth, the raw file
number and its associated location path are defined via the “Options” command in the “Tools” menu
(Snapshot 20 and 21). Fifth, all the defined information is pre-uploaded by clicking the “Preload”
command in the “Tools” menu (Snapshot 22). The absence of error messages appearing in a separated
window and in the main window of the interface (Snapshot 23) confirms that the spectral library and
method files were prepared in an appropriate format and that a reference MS/MS spectrum is present
in the spectral library for each of the internal standard peptides included in the IS-PRM method. Sixth,
the actual upload of the information to the acquisition software is performed by clicking the “Connect”
button (Snapshot 24). The main window of the interface indicates the proper connection to the

instrument (Snapshot 25), which means that the instrument is ready to receive the contact closure



signal from the chromatographic system and to start the acquisition. Last, the chromatographic
analysis is started (see “Tips” section below) and triggers by a contact closure signal the start of the
MS acquisition (Snapshot 26).

Requirements

The spectral library is prepared in .csv format. A template for the spectral library is provided in the
uncompressed folder of Supplementary Material (Snapshot 3). The formatting of the file is displayed
in Snapshot 27 for a couple of peptides (two internal standard and one landmark peptides). Briefly,
columns A and B indicate the peptide sequence and the precursor m/z. In column C, the m/z of the
fragment ions to be used in the spectral matching are indicated while their associated intensities are
reported in column F. For the internal standards (peptides GNFHAVYR and FYNIGDQR in the example),
the columns D and E define the initial monitoring window (RT start and stop), while this information is
used to defined the reference elution time of the landmark peptides (center value of the window, i.e.,
15.81 min for the peptide SSAAPPPPPR in the example). The chromatographic peak width and the
minimum intensity threshold are defined in the columns G and H, respectively. For landmark peptides,
the chromatographic peak width is set to 0 as the monitoring window of these peptides is not modified
during IS-PRM analysis.

The definition of the acquisition parameters of the IS-PRM method is included in a .csv file
(“Customized method”). A template is provided in the uncompressed folder of Supplementary
Material (Snapshot 3). The formatting of the file is displayed in Snapshot 28 for a series of peptides
(seven pairs of SIL and endogenous peptides and thirteen landmark peptides). This file indicates the
acquisition parameters to be used for the PRM measurement of the internal standards in “watch
mode” (term “Standard” in column H), the PRM measurement of the internal standards and the
analytes in “quantitative mode” (term “Analyte” in column H), and the PRM measurement of the
landmark peptides (term “Landmark” in column H). The acquisition parameters include the m/z of the
center value of the quadrupole isolation window used for the isolation of the peptide ions (column B),
the corresponding charge state (column C) which is used to define the m/z range of the MS/MS spectra
and the collision energy (in conjunction with the normalized collision energy value indicated in column
L), the width of the quadrupole isolation window (column E), the orbitrap resolving power (Column K),
and the AGC target value (Column M). The settings of the monitoring windows are only indicated (and
not modified during the acquisition) for landmark peptides as those of the internal standards are
defined in the spectral library (initial values which are modified following the detection of the landmark
peptides and/or their own detection) while those of the analytes are defined based on the detection
of their corresponding internal standard. Each pair of SIL and endogenous peptides is defined by a

common term in column I, which is the sequence of the SIL peptide used as internal standard in the



example. The acquisition parameters to perform the full scan acquisition are also indicated in the file
(line 36 in the example defining an m/z 300-1500 mass selection).

Comments and tips

- The settings of the tolerances to be used for real-time spectral matching are accessible via the
“Options” command in the “Tools” menu (Snapshots 20 and 21). The precursor ion tolerance
parameter (in ppm) defines the tolerance to be used for the comparison of the center value of the
qguadrupole isolation window employed to generate a given MS/MS spectrum and the precursor m/z
value of the internal standards, as defined in the spectral library. The fragment ion tolerance
parameters defines the tolerance (in ppm) used for the extraction of the signals of the fragment ions
(defined in the spectral library).

- The sequences and m/z values of the internal standards in column A of the two .csv files needs to be
in full agreement for proper operation of the acquisition.

- The order used to include the PRM scans of internal standards, analytes, and landmark peptides, and
the full scan in the “customized method” file needs to be maintained for proper acquisition.

- The internal standards are included two times and designated once by the term “Standard” and once
by the term “Analyte” in column H in the “Customized method” file. This is to distinguish the
acquisition parameters to be used in the “watch mode” and in the “quantitative mode”.

- The default method is prepared with the standard method editor (Snapshot 29) and only includes a
full scan event that should be designed with the same acquisition parameters settings as those used
to define the full scan in the “customized method” file to maintain consistency.

- With the current version of the application, the mass spectrometer needs to be removed from the
instrument configuration in Thermo foundation if the chromatographic system is controlled by
Xcalibur. Alternatively, the chromatographic system can be controlled with a separated computer
and/or program. Also, no batch mode is available with the current version of the application. The
analyses need to be started one by one while restarting the application before each new run.

- The application has been tested successfully using Thermo Foundation 3.0 (build number 138),
Thermo Xcalibur 3.0 (build number 63), and Thermo Exactive Series 2.3 (build 1765). It has also been
briefly tested using Thermo Foundation 3.0 SP2 (build number 152), Thermo Xcalibur 3.0 (build number
63), and Thermo Exactive Series 2.4 (build 1824).

- Punctually, the acquisition starts immediately after clicking the “Connect” button (Snapshot 24) and
before receiving the contact closure signal form the chromatographic system. In this case, the
acquisition needs to be stopped (via the tune interface) and the application closed and restarted.

- Acquisition freezes occasionally for IS-PRM methods including a very large number of targets. This

requires to restart the electronics of the mass spectrometer. Avoiding manual stop of the acquisition



(by pressing the “stop” button in the Tune interface) and closing other programs with high demand in
resources alleviate the issue.

- At the end of the acquisition, a log file (.txt format) capturing all pertinent information of the analysis
(e.g., the detection of the internal standards, the detection of landmark peptides, etc...) is created

(Snapshot 30).



Snapshot 1

:I MName “ Date modified Type Size

|4 15-PRM 13/01/2015 08:45 Compressed (zipped) Folder 22T KB




Snapshot 2

L 15-PRM 13/01/2015 08:48 File folder
[ 3 15-PRM 13/01/2015 08:45 Compressed (zipped) Folder 227KB




Snapshot 3

Al

MName =

Date modified

Type

Size

H=

- 0 @

.. Application Files

=] Customized_Method_Template
Chisprm

";'i}setup

=] Spectral_Library_Template

13f01/2015 08:43
13/01/2015 08:43
18/12/2014 18:30
18/12/2014 18:30
13/01/2015 08:31

File folder

Microsoft Excel Com...

ClickOnce Applicatio. ..

Application

Microsoft Excel Com...

3KB
]
434 KB
1KB




Snapshot 4

2l

= il @
MName = Date modified Type Size
. Application Files 13/01/2015 03:48 File folder
=] Customized_Method_Template 13012015 08:43 Microsoft Excel Com... 3KB
B 15-PRM 13/12/2014 18:30 ClickOnce Applicatio. .. 6 KB

E setup 18/12/2014 18:30 Applicati
E=| Spectral_Library_Template 13/01/2015 08:31

Microsoft Excel Com... 1KB




Snapshot 5

w folder

= -

0 @

-

m

. Application Files
Customized_Method_Template
% 15-PRM
;Z:) setup
Spectral_Library_Template

Date medified

13/01/2015 08:48
13/01/2015 08:43
18/12/2014 18:30
18/12/2014 18:30
13/01/2015 08:31

Type Size

File folder

Microsoft Excel C... 3KB
ClickOnce Applica... 6 KB
Application 484 KB
Microsoft Excel C... 1KB

7
Application Install - Security Warning

Publisher cannot be verified.

Name:
15-PRM

Publisher:
Unknown Publisher

Are you sure you want to install this application?

From (Hover over the string below to see the full domain):
P\l Projects\Manuscript_cal\MCP_2014\publi\Revision\Application\IS-PRM

Install “ Don'tlnstall |

While applications from the Internet can be useful, they can potentially harm your computer. If
you do not trust the source, do not install this software. More [nformaticn ...

R




Snapshot 6

File Tools Help

ey [rm
Customized Method (csv) | |

Rawfile name (raw) |C:\Xcalburtemp\Test_00001_Braw |

Defautt Full scan method (meth) | |




Snapshot 7

E Adobe Reader X
'@ Default Programs
.p Dell Digital Delivery
|5§E) Dell Help Documentation
[/ Desktop Gadget Gallery
(& Internet Explorer
#@ Microsoft SkyDrive
E, Movie Maker

1% Photo Gallery
‘P‘ﬁ. Windows Anytime Upgrade
& Windows DVD Maker
5 Windows Fax and Scan
(5 Windows Live Mail
6 Windows Media Center
@ Windows Media Player
E.j' Windows Update

<&, KPS Viewer

. Accessories

. APLASMS4

A

. Bing Desktop
. Broadcom
. Dell

. Dionex

. Games

. Intel

1. I5-PRM

Thermo
Documel
Pictures
Music
Computer
Control Panel
es and Printers

Default Programs

] 15-PRM

.. Maintenance

4  Back

Help and Support

Windows Security




Snapshot 8

File | Tools Help

il Import Spectral library

=] Import Customized Method
Import Default Full scan method
Exit

e p\Test_00001_Braw
Defauit Full scan method {meth) |




Snapshot 9

File | Tools Help

=] Import Customized Method |
Import Default Full scan method |
Exit

\Test_00001_B raw |

Al T

Defautt Full scan method (meth) | |




Snapshot 10

al! IS-PRM 0.0.1
File Tools Help

Spectral library (.csv)

Customized Method (.csv) u! Open
Rawfile name (raw) | C:¥cal @U" . ¢ Computer » O5(C) » Documents » I5-PRM
Default Full scan method {meth)

Organize « New folder

. Documents W MName Date modified Type
. Cali_Maintenance
. Comparison_QBx_vs_QBx+
. Custom Office Templates
ESAPI

. Images

£l Customized Method.csv 1/13/20157:32 AM Microsoft Excel C.
=] Spectral_Library.csv 12/22/2014 9:59 AM  Microsoft Excel C.

. Installation
. IS-PRM

Nylon VI b
. RTsuivi

m

. Symantec
. TemplateLC_DCMSLink

. Virtual Celurnn Custom Files

. windew_uniformity

File name: Spectral_Library.csv - [Comma separated file (".csv) v]

[ open |+ [ cancel |




Snapshot 11

File Tools Help

Spectral lbrary (csv)  |C:\Documerts\IS-PRM\Spectral_Library csv

Customized Method (csv) |

Rawfile name {raw) |C:\Xcalburtemp'\Test_00001_B raw

Defautt Full scan method (meth) |




Snapshot 12

File | Tools Help

il Import Spectral library

=] Import Customized Method NS-PRM\Spectral_Library.csv |

Import Default Full scan method |
Exit

S— p\Test_000D1_Braw |

Defautt Full scan method (meth) | |




Snapshot 13

11

File | Tools Help

Import Spectral library

Import Customnized Method
Import Default Full scan method
Exit

NS-FPRM\Spectral_Library csv

Defaut Full scan method (meth) |

T T

phTest_00001_B.raw




Snapshot 14

[ File | Tools Help
il Impert Spectral library
LS-FF{M\Spemd_Lbra'y_csv |
Impert Default Full scan method |
et “Test_00001_B.raw |

Al T

Defautt Full scan method (meth) | |




Snapshot 15

! I5-PRM .01
File Tools Help

tmp

Spectral library {csv)  |C:AD
Customized Method {.csv)
Rawfile name (raw) |C:c]
Default Full scan method { meth)

o' Open

@uv| . v Computer » O5(C) » Documents » IS-PRM

Organize « Mew folder

. Documents
. Cali_Maintenance
. Comparison_QEx_vs_QEx+
. Custom Office Templates
. ESAPT
. Images
Installation
15-PRM
Nylon VI
RTsuivi
. Symantec
. TemplatelLC_DCMSLink
. Virtual Column Custom Files

. window_uniformity

File name:  Customized_Method.csv

o~

m

MName

El=| Customized_Method.csv

Spectral_Library.csv

- [+2]

Search IS-PRM
0 @
Date modified Type
1/13/20158:00 AM  Microsoft Excel C,

1/13/20158:00 AM  Microsoft Excel C,

<

1

- [Comma separated file (*.csv) V]

[ open ] [ cancel |




Snapshot 16

File Tools Help

Spectral library (.csv) |C:\Doqmis\JS-FRM\SpedId_Lbra'y.csv |
nnect

Custormized Method {csv) [C:\Documents\IS-PRMCustomized_Method.csv |

Rawile name (raw) |C:\Xcalbur'temp\Test_00001_B raw |

Defauit Ful scan method (meth) | |




Snapshot 17

File | Tools Help

il Import Spectral library
Impert Customized Method MS-PRM\Spectral_Library cev |
|1 import Default Full scan method |
|

NS-PRM\Customized_Method csv |

S p\Test_00001_Braw |

Defauit Full scan method (meth) | |




Snapshot 18

-

o IS-PRMv0.0.1
File Tools Help

tmp

Spectral library (.cav) | T
Customized Method (.csv) |C:Dr
Rawfile name (raw) |C:'Hel
Default Full scan method (meth)

' Open

@Uv| . v Computer » O5(C) » Documents » IS-PRM

Organize = Mew folder

W MName

Apps
DCMSLink

dell

FS_84min_300-1500_17.5K 1¢6.meth

Documents
| Drivers
. Intel
. PerfLogs

. Program Files

m

. ProgramData
. Thermo

. Users

. Windows

. Kealibur

Date modified Type

1/13/20157:31 AM  Xcalibur Instrume

s DATAPARTIL (D:) ~ -

File name:  FS_84min_300-1500_17.5K_1e6.meth

~  [Methed file ".meth) -]

[ open |v] [ cance |




Snapshot 19

File Tools Help

Spectrallibrary {csv) [C:\Documents\IS-PRMSpectral_Library.csv |

Customized Method (csv) |C:\.Dommerﬂs\lS—F'RM\Cuﬁomized_Meﬂﬂod.csv |

Rawfile name {raw) |C:\Xcalibur\temp\T&ﬁ_ﬂ]]]1 _Braw |

Defautt Full scan method (meth) |C:\.Dommer1ts\.IS-F‘ RM%FS5_84min_300-1500_17.5K_le6meth |




Snapshot 20

File | Tools | Help
@ Preload
& Connect |C:\Documents\IS-P RM\Spectral_Library csv |
| Options |, [C-\Documents\IS-PRM'Customized_Method csv |

Rawfile name (raw) |C:\Xcalibur'temp'\Test_00001_B raw |
Default Full scan method {meth) |C:\Documents\IS-PRV\FS_84min_300-1500_17.5K_1e6 meth |




Snapshot 21

a5 IS-PRM v0.0.1
File Tools Help

e =i=]

Spectral library {.csv) |C:\Documents\IS-PRM\SpedmI_Liblary.csv

Customized Method {.csv) |C:\Dommerrts\lS-PRM\DJstomized_Method.csv

Rawfile name {raw) |C:\Xcalibur\iemp\Test_[HHH]'l_B.mw

Tolerance

Rawfile

Precursor ion tolerance (ppm)

Fragment ion tolerance (ppm})

Default Full scan method | meth) |C:\Documents\IS-PRM\FS_E-‘Imin_B[HH51]]'_1?.5K_1e6.meth

10
10

CiXealiburtempt Test_00001_B raw

ok || Cancel




Snapshot 22

File | Tools | Help
|2 Preload
& Connect [c:\Documerts\IS-PRM\Spectral_Library.csv
lﬂ Options

4] |C:\Doca..|ments\l5—F‘RM\Customized_Mwod.csv

Rawfile name (raw) |C:\Xcalburtemp\Test_00001_Braw

Defaut Full scan method {meth) |C:\Documerts\IS-PRM\FS_84min_300-1500_17.5K_1e6.meth




Snapshot 23

05! 1S-PRM v0.01 =n e <=

File Toels Help

Spectral library (esv)  |C:\Documents*|S-PRM\Spectral_Library cav

Customized Method (csv) | C:\Documents*|S-PRM\Customized_Method .cav
Rawfile name (raw) |C:‘Xcalibur'temp'\Test_00001_B aw

Default Full scan method (meth) |C:\Documents®/S-PRM\FS_84min_300-1500_17.5K_1e6meth

k13 Jan 08:22:01] SpectLib table: C:\Documents'J5-PRM\Customized_Method cav -
#[13 Jan 08:22:01] Loaded 619 reference Spectra. [
HVFGQPVKIHEAVYK] 460.266 [6] 14 35056 05 m
FESSEEQAR[HEAVYR] 546.745 [6] 14 284600 05

NIIHGSDSVKHEAVYK] 539.293 [g] 14 23700 05

FGSDDEGR[HEAVYR] 446687 [6] 14 356400 05

AFDSDGDGR[HEAVYR] 475138 [6] 14 430650 05

GANSLALHKHEAWYK] 488277 [6] 14 294550 05

GLOTSQDAR[HEAVYR] 43325 [g] 14 424700 05

APAVAEENPKIHEAVYK] 517274 [6] 14 352450 05

TTTPNAQATRHEAVYR] 535777 [6] 14 367450 05

LADGGATNQGR[HEAVYR] 535.267 [6] 14 222750 0.5

AASQPGELKIHEAVYK] 45475 [g] 14 1512500 0.5

ATVNPSAPR[HEAVYR] 461753 [6] 14 1450000 1

MNANAEPAVQR[HEAVYR] 540277 [6] 14 386750 05

LVEGESDMNR[HEAVYR] 514748 [6] 14 552500 05

LASAYGAR[HEAVYR] 405723 [6] 14 368150 05

YAEAVTR[HEAVYR] 410215 [8] 14 361100 05

GPPASSPAPAPKIHEAVYK] 542797 [6] 14 351600 05

SSAAPPPPPR[HEAVYR] 433768 [6] 15.81 1000000 O

FAHTVVTSRIHEAVYR] 514282 [6] 16.319 1015500 05

DADDPTYGHSAKIHEAVYK] 631275 [6] 16.732 665500 05

SDHPAILR[HEAVYR] 453.755 [6] 16.977 772000 05

AVTEQGHELSNEER[HEAVYR] 804.878 [6] 17.008 5055 05

LTWASHEKIHEAVYK] 450.258 [6] 171 254550 05

GNFHAVYR[HEAVYR] 487248 [6] 17197 12180 05

ATEHLSTLSEKIHEAVYK] 612322 [6] 17.268 831500 05

QIDNPDYKHEAVYK] 500.745 [6] 17535 35965 05 -




Snapshot 24

o IS-PRM v0.01
File Tools Help

Speciral library (csv) | C:\Documents'5-PRM\Spectral_Library csv

Customized Method (.csv) |C:\Documents'|S-PRM\Customized_Method cav
Rawfile name (raw) |C:‘Xcalibur'temp'Test_00001_B raw

Default Full scan metheod (meth) |C:'Documents®|S-FEMF5_84min_300-1500_17 5K_1e6 meth

H113 Jan 08:22:01] SpectLib table: C:\Documents\|5-PRM\Customized_Method cav -
H[13 Jan 08:22:01] Loaded 619 reference Spectra. |j
HVFGQPVKHEAVYK] 460.266 [6] 14 35085 05
FESSEEQAR[HEAVYR] 546.745 [6] 14 284600 05
NIIHGSDSVKIHEAVYK] 539.253 [g] 14 85700 05
FGSDDEGR[HEAVYR] 446 687 [6] 14 356400 05
AFDSDGDGR[HEAWVYR] 475158 [6] 14 430650 05
GQANSLALHKHEAVYK] 488277 [6] 14 294550 05
GLATSQDAR[HEAVYR] 49325 [6] 14 424700 05
APAVAEENPKHEAVYK] 517.274 [8] 14 352450 05
TTTPNAQATRIHEAVYR] 535777 [6] 14 367450 05
LADGGATNQGR[HEAVYR] 535267 [6] 14 222750 05
AASQPGELKIHEAVYK] 45475 [6] 14 1512500 0.5
ATVNPSAPR[HEAVYR] 461.753 [6] 14 1450000 1
NANAEPAVQRIHEAVYR] 540277 [6] 14 386750 05
LVEGESDMR[HEAVYR] 514.748 [6] 14 552500 05
LASAYGARHEAVYR] 409.723 [8] 14 363150 0.5
YAEAVTR[HEAVYR] 410215 [8] 14 361100 05
GPPASSPAPAPKIHEAVYK] 542,757 [6] 14 351600 0.5
SSAAPPPPPRIHEAVYR] 433768 [6] 1581 1000000 O
FAHTVWTSRIHEAVYR] 514.282 [6] 16.319 1015500 0.5
DADDPTYGMNSAKIHEAVYK] 631.275 [§] 16732 669500 05
SDHPAILR[HEAVYR] 459.755 [6] 16977 772000 05
AVTEQGHELSNEER[HEAVYR] 804.878 [g] 17008 5055 05
LTWASHEK[HEAVYK] 450.258 [8] 17.1 294550 0.5
GMNFHAVYR[HEAVYR] 487.248 [g] 17157 12180 05
ATEHLSTLSEKHEAVYK] 612322 [8] 17.268 831500 05

QIDNPDYKHEAVYK] 500.745 [6] 17535 39965 05 -




Snapshot 25

o [S-PRM0.0.1

File Tools Help

Spectral library (.csv)  |C\Documents\IS-PRM\Spectral_Library csv

Customized Method (csv) |C:\Documents'5-PRM\Customized_Method csv
Rawfile name (raw) |C:\Xcalibur'tempTest_00001_B raw

Default Full scan method (meth) |C:\Documents\IS-PRM\FS_84min_300-1500_17.5K_1e&.meth

H[13 Jan 08:22:47] Connected to O-Exactive. |:|
HISSYNCHRONIZED True
HSETTINGSKEY

HPROVIDERS :System Configuration. Settings ProviderCollection
HPROPERTYVALUES :System Configuration. Settings PropertyValueCollection
HPROPERTIES  :System.Configuration.SettingsPropertyCollection

HCONTEXT :System.Configuration. SettingsContext

HMAX_MISSING 1

HMETHOD_FILE  :C:\DocumentshS-PRM\FS_84min_300-1500_17.5K_1e6 meth
HMULTIRUN ‘False

HFILE_PREFIX {C¥ealiburtempt Test_00001_B.raw

HREF_TE {C:\Documents | 5-PRM"\Spectral_Library.cav

HMAIN_TE L \Documentst|S-PRM \Customized_Method cev

HNUM_ELE 5 -




Snapshot 26

a2 15-PRM v0.0.1
File Tools Help

Spectral library (.csv)  |C\Documents'IS-PRM\Spectral_Library csv
Customized Method (csv) |C:\DocumentsS-PRM\Customized_Method csv
Rawfile name (raw) |C:¥caliburtemp'\Test_00001_B.raw
Default Ful scan method {meth) |C:Documents*IS-PRM\FS_84min_300-1500_17.5K_1e6 meth
H[13 Jan 08:26:44) Acqusition Started!
#[13 Jan 08:26:43] Contact Closure started
#[13 Jan 08:26:43] Trigger Contact Closure

H[13 Jan 08:22:01] SpectLib table: C:\Documents*|5-FRM*"Customized_Method csv
#[13 Jan 08:22:01] Loaded 619 reference Spectra.

HVFGQPVKHEAVYK] 460.266 [6] 14 35055 05
FESSEEQAR[HEAVYR] 546.745 [6] 14 284600 05
NIIHGSDSVKIHEAVYK] 539.293 [6] 14 85700 05
FGSDDEGR[HEAVYR] 446.687 [6] 14 356400 0.5
AFDSDGDGR[HEAVYR] 4751598 [6] 14 430650 05
GQANSLALHKHEAVYK] 488.277 [6] 14 294550 0.5
GLATSQDARHEAVYR] 43325 6] 14 424700 05
APAVAEENPKIHEAVYK] 517.274 [6] 14 392450 05
TTTPNAQATRIHEAVYR] 535777 [6] 14 367450 05
LADGGATNQGR[HEAVYR] 535.267 [6] 14 222750 05
AASQPGELKHEAVYK] 45475 6] 14 1512500 0.5
ATVNPSAFR[HEAVYR] 461.753 [6] 14 1450000 1

NANAEPAVQR[HEAVYR] 540.277 [6] 14 386750 05
LVEGESDNR[HEAVYR] 514.748 [6] 14 552500 05
LASAYGAR[HEAVYR] 409.723 [6] 14 363150 05
YAEAVTR[HEAVYR] 410215 [6] 14 361100 05
GPPASSPAPAPKIHEAVYK] 542,757 [6] 14 351600 05
SSAAPPFPPRIHEAVYR] 433.768 [6] 15.81 1000000 0

FAHTWWTSRIHEAVYR] 514.282 [6] 16.319 1015500 0.5
DADDPTYGNSAKIHEAVYK] 631.275 [6] 16732 669500 05
SDHPAILR[HEAVYR] 489755 [6] 165977 772000 05

AVTEQGHELSNEER[HEAVYR] 804.378 [6] 17008 5055 05
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A B C D E F G H I J K L M
GMNFHAVYR[HeavyR] 16.696816 17.696816 0.5 12180
487.248
518.2955 2469000
328.1808 1344000
655.3544 1285000
447.2584 628200
401.7151 307300
802.4229 254500
FYNIGDQR[HeavyR] 26.360653 27.360653 0.5 60100
511.75
712.3607 173407
483.2336 3.44E+06
598.3177 5.70E+06
875.424 3.29E+06
428.2122 7.04E4+05
313.1852 2.50E+07
SSAAPPPPPR[HeavyR] 15.31 16.31 0 1000000
493.768
379.2322 5.49E+06
476.285 3.21E+07
573.3377 3.56E+07
670.3905 B8.40E+07
246.1079 24TE+07
317.145 8.89E+06

Spectral_Library_Template
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Peptide
GNFHAVYR[HeavyR]
FYNIGDQR[HeavyR]
LAQAAQSSVATITR[HeavyR]
[YVVDVGSEPR[HeawyR]
GVALADFNR[HeawyR]
GSAPPGPVPEGSIR[HeavyR]
IAYGTQGSSGYSLR[HeavyR]
GNFHAVYR[HeavyR]
FYNIGDQR[HeavyR]
LAQAAQSSVATITR[HeawyR]
[YVVDVGSEPR[HeavyR]
GVALADFNR[HeavyR]
GSAPPGPVPEGSIR[HeawyR]
IAYGTQGSSGYSLR[HeavyR]
GNFHAVYR

FYNIGDOR
LAQAAQSSVATITR
YVVDVGSEPR
GVALADFNR
GSAPPGPVPEGSIR
IAYGTOGS5GYSLR
SSAAPPPPPR[HeawyR]
GISNEGONASIK[HeavyK]
DIPVPKPK[HeavyK]
IGDYAGIK[HeavyK]
TASEFDSAIAQDK[HeavyK]
SAAGAFGPELSR[HeavyR]
ELGOSGVDTYLOTK[HeavyK]
GLILVGGYGTR[HeawyR]
SFANQPLEVVYSK[HeavyK]
LTILEELR[HeawyR]
NGFILDGFPR[HeavyR]
ELASGLSFPVGFK[HeawyK]
LSSEAPALFQFDLK[HeavyK]

B
mfz
487.248
511.75
713.858
622.331
486.76
665.853
735.367
487.248
511.75
713.898
622.331
486.76
665.853
735.367
482.2434
506.7459
708.8938
617.3273
481.7563
660.8489
730.3624
493.768
613.317
451.283
422.7363
695.832
586.8003
773.8955
558.3259
745.3524
498.8018
573.3025
680.3735
787.4212

900

Customized_Method_Template

C
Charge_state

BRI ORI ORI ORI ORI ORI ORI R ORI ORI ORI ORI R RI ORI ORI R ORI R RI R R RI R R ORI R R RI R R R R

=

&)

D E

=

Scan_Type Isolation window RT start

PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
PRM
F5

BRI ORI ORI ORI ORI ORI ORI R ORI ORI ORI ORI R RI ORI ORI R ORI R RI R R RI R R ORI R R RI R R R R

1200

19
21
25
26
31
33
a7
40
42
45

G H
Designation_iPRM  Group iPRM

RT stop
Standard
Standard
Standard
Standard
Standard
Standard
Standard
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte
Analyte

13 Landmark
21 Landmark
25 Landmark
26 Landmark
31 Landmark
33 Landmark
37 Landmark
40 Landmark
42 Landmark
45 Landmark
70 Landmark
70 Landmark
70 Landmark
a4

GNFHAVYR[HeavyR]
FYNIGDQR[HeavyR]
LAQAAQSSVATITR[HeavyR]
IYVVDVGSEPR[HeawyR]
GVALADFNR[HeavyR]
GSAPPGPVPEGSIR[HeavyR]
IAYGTQGSSGYSLR[HeavyR]
GNFHAVYR[HeavyR]
FYNIGDQR[HeavyR]
LAQAAQSSVATITR[HeavyR]
IYVVDVGSEPR[HeawyR]
GVALADFNR[HeavyR]
GSAPPGPVPEGSIR[HeawyR]
IAYGTQGSSGYSLR[HeavyR]
GNFHAVYR[HeavyR]
FYNIGDQR[HeawyR]
LAQAAQSSVATITR[HeavyR]
IYVVDVGSEPR[HeavyR]
GVALADFNR[HeavyR]
GSAPPGPVPEGSIR[HeavyR]
IAYGTQGSSGYSLR[HeavyR]

J
MaxIT
20
20
20
20
20
20
20
20
20
20
20
20
20
20
110
110
110
110
110
110
110
60
60
60
60
60
60
60
60
60
60
60
60
60
60

K

Resolution NCE

15000
15000
15000
15000
15000
15000
15000
15000
15000
15000
15000
15000
15000
15000
60000
60000
60000
60000
60000
60000
60000
17500
17500
17500
17500
17500
17500
17500
17500
17500
17500
17500
17500
17500
17500

L

25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25
25

M
AGC_Target
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
1000000
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Experiments
CGenenal &
@ FulMS-5IM
O AIF
Q0O Rl MS 7 AIF
Q‘ Full MS / dd-MS2 (Top)
@ Targeted-SIM
© Targeted-MS2
q.,.Ta'geted-SIM /dd-M52
'aaFL.I MS / AIF / NL dd-MS2
© DIA

Properties
Properties of the method

H Global Settings
User Role  Standard
Use lock ma best
Chrom. peal 15 =

El Time
Method dura 84.00 min

Properties of Full MS —

Full MS

El General

Runtime 0 to 84 min
Polarity positive

B Full M5 — SIM

Reszolution 17,500

AGC target 1et

Maximum IT 60 ms

Scan range 300 to 1500 m/fz
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File Edit Format View Help

SN#:21749, RT(min):28
SN#:21750, RT(min):28
SN#:21751, RT(min):28
SN#:21752, RT(min):28
SN#:21753, RT(min):28
SN#:21754, RT(min):28
SN#:21755, RT(min):28
SN#:21756, RT(min):28
SN#:21757, RT(min):28
SN#:21758, RT(min):28
#MATCHED 28.14
SN#:21759, RT(min):28
SN#:21760, RT(min):28
SN#:21761, RT(min):28
SN#:21762, RT(min):28
SN#:21763, RT(min):28
#STANDARD PEPTIDE WAS
SN#:21764, RT(min):28
SN#:21765, RT(min):28
SN#:21766, RT(min):28
SN#:21767, RT(min):28
SN#:21768, RT(min):28

SN#:21769, RT(min):28
SN#:21770, RT(min):28
SN#:21771, RT(min):28
SN#:2177 RT(min):28

SN#:21773, RT(min):28
#STANDARD PEPTIDE WAS
SN#:21774, RT(min):28
SN#:21775, RT(min):28
SN#:21776, RT(min):28
SN#:21777, RT(min):28
SN#:21778, RT(min):28
SN#:21779, RT(min):28
SN#:21780, RT(min):28
#STANDARD PEPTIDE WAS
SN#:21781, RT(min):28
SN#:21782, RT(min):28
SN#:21783, RT(min):28
SN#:21784, RT(min):28

4 1

117864,
.120205,
.122566,
124924,
127284,
.12966,
.13202,
.134378,
.139258,
.141599,
3739
143739,
.145264,
.146807,
147554,
.149856,

DETECTED :

.150714,
.151575,
152341,
.1532,
.15406,
154918,
.155779,
.156654,
.157512,
.158373,

DETECTED :

.159237,
.160005,
160954,
.161797,
.162656,
163514,
.164301,

DETECTED :

.1652489,
166125,
.166985,
.167826,

Iscustom:False, left_num_queue
IsCustom:False, Teft_num_queue
IsCustom:False, left_num_gqueue
Iscustom:False, left_num_queue
Iscustom:False, Teft_num_queue

IsCustom:False, left_num_queue:6, Candidates:47

IsCustom:False, left_num_gqueue
Iscustom:False, left_num_queue
IsCustom:False, Teft_num_queue
TASEFDSAIAQDK [HEAVYK] 0

Iscustom:False, left_num_queue:49, candidates:47 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:48, Candidates:47 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:47, Candidates:48 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:47, Candidates:48 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:46, Candidates:48 , Type:System.Boolean, #of Candies:1832
SPGAPGPLTLK [HEAVYK] AT 2B.15 AND 2 ANALYTES ARE UPDATED. DPSOCRE=0.99990055018904, MISSEDNUM=1

IsCustom:False, Teft_num_queue
IsCustom:False, left_num_gueue
Iscustom:False, Teft_num_queue

112, candidates:46 , Type:System.Boolean, #of Candies:1832
111, Candidates:46 , Type:System.Boolean, #of Candies:1832
110, Candidates:46 , Type:System.Boolean, #of Candies:1832
, Type:system.Boolean, #of candies:1832
18, candidates:46 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_gueue:7, Candidates:46 , Type:System.Boolean, #of Candies:1832

:9, candidates:46

15, Candidates:47
:4, candidates:47
:3, Candidates:47

, Type:System.Boolean, #of candies:1832

, Type:System.Boolean, #of Candies:1832
, Type:system.Boolean, #of candies:1832
, Type:System.Boolean, #of Candies:1832
0.997367130172324

FALSE

145, Candidates:49 , Type:System.Boolean, #of Candies:1832
144, Candidates:49 , Type:System.Boolean, #of Candies:1832
143, candidates:49 , Type:System.Boolean, #of Candies:1832

IsCustom:False, Tleft_num_queue:42, Candidates:49 , Type:System.Boolean, #of Candies:1832

IsCustom:False, left_num_gueue:41l, Candidates:49 , Type:System.Boolean, #of Candies:1832

IsCustom:False, left_num_queue:40, Candidates:49 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queuwe:39, Candidates:49 , Type:System.Boolean, #of Candies:1832
Iscustom:False, left_num_queue:38, candidates:49 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:37, Candidates:49 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queuwe:36, Candidates:49 , Type:System.Boolean, #of Candies:1832
LTSDSTVYDYAGK [HEAVYK] AT 2B.159 AND 2 ANALYTES ARE UPDATED. DPSOCRE=0.9B83364098238949, MISSEDNUM=0
IsCustom:False, left_num_queue:35, Candidates:50 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:34, Candidates:50 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:33, Candidates:50 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queuwe:32, Candidates:50 , Type:System.Boolean, #of Candies:1832
Iscustom:False, left_num_queue:31l, Candidates:50 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queue:30, Candidates:50 , Type:System.Boolean, #of Candies:1832
IsCustom:False, left_num_queuwe:29, Candidates:50 , Type:System.Boolean, #of Candies:1832
IQAEVEAQLAR [HEAVYR] AT 2B.16 AND 2 ANALYTES ARE UPDATED. DPSOCRE=0.9920323046118994, MISSEDNUM=0

IsCustom:False, Teft_num_queue
IsCustom:False, left_num_gqueue
Iscustom:False, left_num_queue
Iscustom:False, Teft_num_queue

128, Candidates:51 , Type:System.Boolean, #of Candies:1832
127, Candidates:51 , Type:System.Boolean, #of Candies:1832
126, candidates:51 , Type:System.Boolean, #of Candies:1832
125, Candidates:51 , Type:System.Boolean, #of Candies:1832

2444815 2025286.5,2444815,2286255.25,1895235.125,1347469.125,1445




